A method for the chromatographic identification of barbiturates in three different solvent systems is presented. The chromatograms are sprayed with a reagent containing salicylate, which provides an internal screen for the visualization of the barbiturates under ultra-violet light.
We felt the necessity of a test for verification of positive Koppanyi results, and have worked out a simple chromatographic method for this purpose.
Materials and Methods
To isolate the drug from the sample, 50-100 ml. of the specimen was brought to pH 10-11 with 10% NaOH and then extracted with 40-50 ml. of ether.
The With the top jar removed, the cylinder is placed on end in the solvent and the jar immediately replaced. Seven to 9 hours vas sufficient time for the solvent to ascend to about 3-2.5 cm. from the upper edge of the paper.
After this time, the solvent boundary was *As standards, any barbiturate derivative may be used in concentrations not less than those given in Table 3 .
marked and the paper air dried and then evenly sprayed with an alcoholic solution made of 1 gin, each of sodium hydroxide and salicylamide (o-hydroxybenzamide) in 100 ml. of ethyl alcohol. After being dried again, the chromatograph was viewed under ultra-violet light,* the barbiturates appeared as dark violet spots on a brightly fluorescing background.
The spots were marked and their Rf values calculated in the usual manner, or the position of the unknown substance was compared with those of known standards.
The Rf values of various barbiturate derivatives obtained in different solvents and the composition of the solvents are given in Table 1 . The sensitivity of the method is given by the limit of identification for various barbiturates as follows. 
Discussion
The usually employed extraction method, which consists of a single ether extraction and solution of the residue in chloroform, is not sufficient for chromatography, since it leaves some unspecified substances in the extract that might obscure the exact spot of the barbiturate on the chromatogram.
Our method is a combination of those proposed by Riebeling (3) and Gruber (4) . It was found to give a fairly pure extract of the barbiturate which proves most suitable for chromatography. Since quantitative estimation of the barbiturates was beyond the scope of our research, we made no recovery studies of the possible loss occurring on extraction and are unable to state whether the extract is suitab'le for quantitative determination.
We were satisfied that even small therapeutic doses of the drug were detectable. We prefer the chloroform solution of the residue because it evaporates quickly after application on the ifiter paper, shortening the time of the procedure and allowing reduction of the spot to a minima! extension.
Moreover, the same extract can be used for the Koppanyi test. Our innovation in the chromatographic method is the use of the spray reagent.
The characteristic absorption spectrum of barbituric acid derivatives in the ultra-violet method, (extensively used in the quantitative spectrophotometric analysis of those substances) was first applied to chromatographic detection of barbiturates by Grieg (5) , who sprayed the chromatogram with a solution of sodium hydroxide, and then attached it to a fluorescent screen excited by ultraviolet light from a low-pressure mercury lamp. The barbiturates were observed as dark spots against the screen. His method has proved to be the most sensitive chromatographic realization of barbiturates.
In our method, by incorporating the salicylamide in the spray reagent we provide an internal screen for each chromatogram.
As we expected, the dark spots of the barbiturates were realized against the strongly fluorescing salicylate background under ultra-violet illumination.
